SUMMARY The cryopreservation of cultured and uncultured amniotic fluid cells is of special importance in prenatal diagnosis. The freezing procedure presented gave a cell recovery of about 95%0 for cultivated human amniotic fluid cells combined with a rapid appearance of mitosis after inoculation.
SUMMARY The cryopreservation of cultured and uncultured amniotic fluid cells is of special importance in prenatal diagnosis. The freezing procedure presented gave a cell recovery of about 95%0 for cultivated human amniotic fluid cells combined with a rapid appearance of mitosis after inoculation.
A number of inborn errors of metabolism can be detected prenatally in amniotic fluid cells. Diagnosis of these metabolic defects requires cultivated control cells from the amniotic fluid. For this reason, it is important to be able to store cells for long periods of time for prenatal diagnosis. However, variation in metabolic processes often takes place during the cultivation, depending on the cell culture conditions, the number of passages, and the momentary phase of growth. Heukels-Dully and Niermeijerl estimated a time-related variation in lysosomal enzyme specific activity in subcultivated amniotic fluid cells, but it should also be noted that activity of some lysosomal enzymes are relatively stable in primary cultures. It Twenty-four hours after cell cultivation, the floating cells were counted and dead cells were evaluated using the trypan blue method (LC = dead cells in the control culture; LE = dead cells after cryopreservative procedure). Calculation of the recovery = 100 -(LE/ml -LC/ml) x 100 total plated cell count/ml
Results
The results from cell cultures show that recovery is significantly higher (p<0 01) when DMSO is added slowly before freezing and slowly diluted after thawing than when DMSO is added rapidly. The latter process also gives rise to a greater variation in results (table 1) . Furthermore, as with normal cultures, cell division of cultured amniotic cells subjected to cryopreservation by the slower procedure for example, through trypsinisation16 followed by cultivation, and cannot be separated from toxic substances or processes which occur in the cryopreservation system.
It is for this reason that further experiments in this field will be concerned with cell lines from cloned, morphologically different cells obtained from amniotic cell cultures and the recovery of these cells measured after cryopreservation using different conditions. This investigation was supported by the Deutschen Forschungsgemeinschaft (Pe 191/2-6, prenatal diagnosis).
